Background: Northern fowl mite, Ornithonyssus sylviarum (Canestrini & Fanzago, 1877), infestations can stress birds, impairing welfare and causing substantial economic losses. A study was undertaken to determine the efficacy of an ectoparasiticide solution (fluralaner) for oral administration in the treatment of mite-infested hens. Methods: Clinically healthy, naturally mite-infested laying hens (n = 132), approximately 32 weeks of age, were ranked by Day -9 mite vent counts and randomized among 12 study pens, each to hold one of four treatment groups. Three groups received fluralaner-medicated water by oral gavage at dose rates of 0.25, 0.5 or 1.0 mg/kg on Days 0 and 7; one group was an untreated control (three pens for each group). Five naturally infested untreated birds were included in each pen to act as mite-infested source birds. Thus each pen, treated and control, had six non-source birds for assessment of efficacy, plus five source birds to provide ongoing challenge. Primary efficacy assessments were based on mean O. sylviarum vent counts from non-source birds in the control and treated group pens on Days 1, 2, 6, 8, 12, 15, 19, 22 and 26. Results: Source-birds maintained infestations throughout the study, validating the challenge to study birds. On Days 1 through 22, mean control group mite counts were significantly greater than those of the treated groups (P ≤ 0.013). Relative to the control group, mean O. sylviarum counts were reduced by at least 90% from Day 6 through Days 19, 22 and 22 in the fluralaner 0.25, 0.5 and 1.0 mg/kg groups, respectively. On Day 19, mean mite counts were lower in the 0. 5 and 1.0 mg/kg groups compared with the 0.25 mg/kg group (P ≤ 0.018), and in the 1.0 mg/kg compared with the 0. 5 mg/kg group (P = 0.014). There were no adverse events in treated birds. Conclusions: A fluralaner solution administered twice by gavage to laying hens with a one-week between-treatment interval was safe and effective in quickly controlling O. sylviarum infestations despite continuous challenge from infested birds. By eliminating mites, this fluralaner solution has the potential to improve bird health and productivity, and to eliminate the burden of topical pesticide application.
Background
The northern fowl mite (NFM), Ornithonyssus sylviarum (Canestrini & Fanzago, 1877), infests a wide variety of domestic fowl and wild birds and has been described as the most important ectoparasite of poultry in the United States and as a serious pest, especially on chickens (layers, breeders) [1] . Mites are permanent ectoparasites that feed on blood, and rapid proliferation within a poultry operation can lead to heavy infestations that irritate and stress the birds, impair feed conversion efficiency, egg production and egg quality and reduce farm profitability [2] [3] [4] . Mite infestations can also be a nuisance problem in poultry-house workers [5, 6] .
Current treatments involve the use of topically applied pesticides, including organophosphates, pyrethroids and carbamates [7, 8] . Application of these compounds, as dusts, sprays, high pressure sprays and mists, requires specialized machinery, is labor intensive, requires repeated treatments and even then may not produce adequate reductions in mite infestations. The existing pervasive and intractable acaricide resistance problem emphasizes the need for more convenient and effective NFM treatments [7] [8] [9] .
To address that need, fluralaner has been developed as an orally administered systemic ectoparasiticide for the treatment and control of mites in laying hens. Fluralaner, an isoxazoline, is a potent inhibitor of γ-aminobutyric acid (GABA)-gated chloride channels and L-glutamate-gated chloride channels, which are widely expressed in arthropod central nervous and peripheral neuromuscular systems [10, 11] . This action of isoxazolines is different from that of any of the acaricides currently used for poultry, no resistance to the family has been recorded, and crossresistance with any of the currently-used compounds is unlikely [11, 12] . Safety testing of repeated elevated doses of fluralaner in poultry and dogs has demonstrated that fluralaner has a wide safety margin in target species, confirming the selective action of the compound on insect and acarine nervous systems [13] [14] [15] .
A study was undertaken to determine the efficacy of a drinking-water formulation of fluralaner in the treatment of hens naturally infested with O. sylviarum. Three dose rates were investigated, each administered by oral gavage as two single administrations, 7 days apart. By quickly killing adults and immature stages, the first dose would remove the source of mite egg production. The second dose, based on the fluralaner half-life in poultry of 5 days, would ensure sufficient duration of activity to eliminate live mites that had hatched from eggs laid prior to the first dose [16] .
Methods
This was a randomized, assessor-blinded, block-design study with an untreated control group, masked to all study personnel except the principal investigator who took no part in study assessments. The data were collected in compliance with the study protocol, the FDA/CVM Good Clinical Practice Guidance Document #85, May 9, 2001 , and applicable regulatory requirements [17] .
Birds and housing
One hundred and fifty clinically healthy laying hens, ISA Browns, approximately 32 weeks of age with confirmed O. sylviarum infestations, were sourced from a commercial flock. To be eligible for inclusion in the study, selected birds could not have been treated with an acaricide or anthelmintic within the previous 60 days. Each bird was individually identified with metal leg bands and colored numbered leg bands coordinated with the treatments and the bird's assigned pens. Staff performing study assessments, including mite counts, were masked to the treatment assignments corresponding to each leg band color.
Prior to randomization and allocation to treatment groups, the birds were comingled in pens. Following treatment group allocation, birds were assigned to twelve enclosed pens (1.2 × 1.8 × 1.8 m), with 11 birds per pen. The birds were held under natural lighting, initially with 11 h and 49 min of indirect daylight, declining in the next month to 10 h and 30 min, with exposure to ambient temperature and humidity. No artificial lighting was provided at night. Clean wood shavings were provided as bedding on an as-needed basis. Hens were provided ad libitum access to the standard post-peak layer diet used by the UGA Poultry Research Center, free of antibiotics, coccidiostats, anthelmintics and other medications. The feed exceeded 1994 National Research Council nutrient recommendations. Fresh feed and water were provided daily via typical poultry feeders and gravity-fed nipple waterers. Routine cleaning was performed according to standard facility practices. Birds were checked daily to ensure safety and health. No concomitant medications were administered to any of the test birds.
Mite counts
Mites infesting hens were counted by visually inspecting the area near the vent (the cloacal opening), the area known to contain the vast majority of mites on domestic hens [18] . This process required holding the hen and carefully examining the feathers in the approximately 4 × 6 cm area anterior to the vent. The examiner parted the feathers, scrutinizing the skin and feathers to detect and count the adult stage of mites. Mite vent counts were performed on all treatment groups on Days -9 (pre-study for blocking and randomization), 1, 2, 6, 8, 12, 15, 19, 22 and 26.
Randomization and treatment
Based on Day -9 mite vent counts, the 150 hens were ranked from highest to lowest mite numbers and the 132 hens with the highest counts were placed into 11 blocks of 12 birds (the 18 birds with the lowest mite counts were retained to be used as substitutes if needed). Within each block, SAS version 9.3 was used to randomly assign birds to the 12 study pens. Approximately 1 week prior to the first treatment day, the 12 pens were randomly allocated to either one of three fluralaner treatment groups (0.25, 0.5 or 1.0 mg/kg) or to an untreated control group, resulting in three pens per group. Following assignment, five birds from each pen, including the control pens, were randomly selected and designated as "source birds" that would remain untreated. Thus, each of the 11 pens consisted of six "non-source" birds, to be used in efficacy determination, plus five untreated mite-infested source birds. The objective of this design was to maintain blinding of study assessors, to stock the same density of birds in each pen of each group, and to ensure a consistent and similar challenge across groups for the duration of the study.
The fluralaner solution (10 mg/ml) was diluted with tap water to a concentration of 0.2 mg/ml and administered to treatment-group birds on Days 0 and 7 at dose rates of 0.25, 0.5 or 1.0 mg/kg body weight, based on weights obtained on Day -1 and Day 5 using scales checked for accuracy prior to and after each day of weighing. Dose volumes were calculated for each bird individually. The respective volume of the treatment solution was administered using a previously described avian gavage technique [19] . A 10 ml pipette was inserted via the esophagus into the crop and the appropriate volume of treatment solution dispensed before the pipette was withdrawn. Treatment solution samples were collected and sent to an analytical laboratory for determination of fluralaner concentration to compare the actual concentration to the theoretical concentration of fluralaner of 0.2 mg/ ml.
To minimize fluralaner exposure across birds in the different treatment groups, materials and equipment used were assigned to a treatment group at the start of the study. The materials for any group were then maintained separately from equipment assigned to other treatment groups.
From Day -9 through Day -1 birds were observed for general health. Following treatment on Day 0, birds were observed daily for general health and adverse events on Days 0 through 26.
Efficacy assessment
The primary effectiveness variable was based on adult O. sylviarum mite counts from the six non-source birds in each of the control and fluralaner-treated group pens.
The mite vent count data for each bird were transformed prior to analysis using the Y = ln(x + 1) transformation and analyzed using a mixed linear model with treatment as the fixed effect; block, pen(block) and treatment*pen(block) as the random effects. Data were analyzed on each count day separately. The primary software used for statistical calculations was SAS version 9.3.
The null hypothesis tested was that the six non-source birds in each fluralaner treatment pen would have the same mean mite counts as the six non-source birds in each control group pen, versus the alternative that the mite counts of the two groups would be different. The hypothesis was tested using a t-test at α = 0.05 (twosided) significance level. Effectiveness was also calculated using arithmetic means.
Percent efficacy was calculated using the Abbott's formula:
where M C is the geometric mean of total vent counts of mites on untreated birds, and M T is the mean number of total vent counts of mites on treated birds.
Results
The source-birds (five per pen) maintained natural mite infestation challenge throughout the study (Fig. 1 , Table 1 ). For those penned with the control birds, geometric mean mite counts ranged from 45.3 to 76.6; for those with the fluralaner 0.25 mg/kg group from 17.0 to 51.9; for the 0.5 mg/kg group from 17.5 to 49.2; and for the 1.0 mg/kg group from 25.7 to 71. 4 .
Assay results of the fluralaner treatment solution showed that the average actual dose rates administered to individual birds in each of the three treated groups on Days 0 and 7 were: 0.26 and 0.24 mg/kg (for the 0.25 mg/kg group); 0.52 and 0.47 mg/kg (for the On Day -9 there were no significant differences between any of the groups of non-source birds (P ≥ 0.532). At all assessments from Days 1 through 22 the least squares means mite counts for the control group were significantly greater than the counts for each of the fluralaner groups (Table 2 ). On Day 26 there were no significant differences between the control and fluralaner groups (P ≥ 0.085). Relative to the control group, mean O. sylviarum counts were reduced by at least 90% from Days 6 through 19, 22 and 22 in the fluralaner 0.25, 0.5 and 1.0 mg/kg groups, respectively (Table 3) . On Day 19, the mean mite counts were significantly lower in the 1.0 mg/kg group than in both the 0.25 mg/kg (t-test: t (66) = 5.0, P < 0.0001) and the 0.5 mg/kg groups (t-test: t (66) = 2.5, P = 0.014), and significantly lower in the 0.5 mg/kg group than in the 0.25 mg/kg group (t-test: t (66) = 2.4, P = 0.018). Linear and quadratic effects were both significant on Days 1, 2, 6, 8, 12, 15, 19 and 22 (P ≤ 0.0436).
There was one post-treatment abnormal health observation (a leg laceration) in a source bird in the control group that was recorded as an adverse event. There were no abnormal health observations in treated birds.
Discussion
The potent effect of fluralaner on mites has been demonstrated in dogs, applied either orally or topically, with a single treatment demonstrating complete (100%) elimination of Sarcoptes scabiei [20, 21] . In this chicken study, the two administrations of fluralaner at 0.5 mg/kg and 1.0 mg/kg were more than 96% effective from Days 6 through 19. By including the mite-infested source birds with treated birds, the study design created a worst-case scenario in which a high-level challenge was sustained throughout the study. Given previous investigations demonstrating complete efficacy of fluralaner against mite infestations in poultry and in dogs, we would expect that had all the birds in each pen been treated, all would have become mite-free, and the e,f P < 0.05; g,h P < 0.0001; k,m P = 0.014. There were no significant differences between any groups on Days -9 and 26 elimination of an ongoing challenge would remove the need for additional treatments [21, 22] .
Following treatment, early onset of action was observed at all fluralaner dose rates, with statistically significant reductions in mite vent counts, relative to the control group, observed in all treated groups from Day 1. For all treated groups, the significantly lower mite numbers, compared with the control group, were maintained through all assessments to Day 22. On Day 19, significant differences in the mean O. sylviarum vent counts were present between all groups.
These results demonstrate the potential for fluralaner to provide a substantial leap forward in the safe and effective management of northern fowl mite infestations. In addition, Maximum Residue Limits have now been approved in Europe at two single doses of 0.5 mg/kg, 7 days apart, for the treatment of poultry red mites, Dermanyssus gallinae (De Geer, 1778) [23] . Fluralaner can therefore be administered using standard medication equipment for drinking water to enhance the effectiveness of mite control measures in commercial poultry production. This offers the potential for reduced labor costs associated with spray or dust applications, reduced stress on birds, and reduced potential exposure to pesticides both of poultry-house workers and hens.
Conclusions
A water-soluble formulation of fluralaner administered by oral gavage to laying hens on two occasions, with a one-week between-treatment interval, was effective in quickly controlling infestations with the northern fowl mite, O. sylviarum. Despite continued mite exposure by penning untreated, infested birds with fluralaner-treated birds, dose rates of 0.25, 0.5 and 1.0 mg/kg produced significant reductions in mean mite vent counts, relative to untreated controls, from Day 1 through Day 22. All dose rates maintained efficacy greater than 90% through Day 19, indicating that by providing an unprecedented level of northern fowl mite control fluralaner has the potential to improve the efficiency of poultry production, improve animal health and welfare, and eliminate the burden of topical pesticide application. 
